Background: Understanding how grasslands are affected by a long-term increase in temperature is crucial to predict the future impact of global climate change on terrestrial ecosystems. Additionally, it is not clear how the effects of global warming on grassland productivity are going to be altered by increased N deposition and N addition.
Introduction
Due to rising atmospheric concentrations of CO 2 and other greenhouse gases, global mean air temperatures increased by <0.2uC per decade in the past 30 years, and are projected to increase continually by 1.0 to more than 4.0uC by the end of the 21 st century [1, 2] . Such temperature changes, unprecedented in modern times, are predicted to substantially influence ecosystem processes and global carbon cycling [3] . Grasslands are considered to be highly relevant for future projections of the global carbon budget, as they cover approximately one-third of the earth's terrestrial surface and store 10-30% of the world's soil carbon [4] .
Effects of warming on carbon fluxes of grassland ecosystems have been investigated to a certain extent [5] [6] [7] [8] [9] [10] [11] . In most of these studies, warming stimulated both gross ecosystem productivity (GEP) and ecosystem respiration (ER) with the net effects on the carbon balance depending on the temperature sensitivity of carbon release by respiration relative to carbon uptake through photosynthesis [12] . Lack of consistent pattern both across ecosystems [3] and within a grassland among growing seasons indicates that a general trend of warming on carbon balance cannot be easily predicted, as biomes exhibit a system specific and temporarily dynamic response to warming [13] . This dynamic response is due to temporal shifts in species composition and colimitation by other abiotic resources. Dominant drivers of productivity in many grassland systems are water and nitrogen availability, both of which could strongly interact with changes in temperature [14, 15] .
Many temperate ecosystems are predicted to experience rates of atmospheric N deposition as high as 2-5 g m 22 yr 21 above the preindustrial rates over this century [16] . In addition to the projected changes in temperature and water availability, increased N input by wet deposition [17] and increased grassland land-use intensity in combination with N fertilizer application are determining factors of carbon balance of grassland ecosystems. Higher N availability in grassland systems is expected to increase aboveground productivity because of enhancement in leaf area index, and improvement in ecosystem water use efficiency [18, 19] .
Thus, increased N availability may, by improving water use efficiency, relieve warming-induced water deficits in semiarid grassland systems. Moreover, tightly coupled C and N cycles are strongly regulated by water availability in arid and semiarid grasslands with the combined effects of the availability of these resources ultimately determining the net impact of global change on the carbon balance of grassland systems [10, 20] .
To understand the effects of global warming and changes in nitrogen availability on the carbon fluxes of grassland ecosystems, we conducted a 4-year artificial warming and N addition experiment in a meadow steppe in Northeast China. The specific questions we addressed in this study included: (1) to what extent do warming and N addition affect GEP and ER and (2) what are the interactive effects between warming and N addition on ecosystem carbon fluxes in the Songnen grassland?
Materials and Methods

Ethics Statement
No specific permissions were required for the described field studies, because the Songnen Grassland Ecological Research Station is a department of Northeast Normal University. No specific permissions were required for this study, because the performance of this study follows the guidelines set by Northeast Normal University. No specific permissions were required for these locations/activities. No location is privately-owned or protected in any way and the field studies did not involve endangered or protected species.
Study Site
The experiment was conducted at the Grassland Ecosystem Experimental Station (44u309-44u459N, 123u319-123u569E) of the Northeast Normal University in Jilin Province, China. The Songnen grassland is 30500 km 2 in size and located at the Eastern end of the Eurasian steppe belt [21, 22] . This area has a typical meso-thermal monsoon climate with a mean annual temperature of 6.4uC, and a frost-free period of 141 days. Mean annual rainfall is 471 mm, and occurs mainly from June to August. Annual potential evapotranspiration is 2-3 times greater than the annual rainfall. The growing season was limited to late April to early October. Chernozem is the main soil type with 2.0% of soil organic carbon content, 1.4% of soil humus, 0.15% of total N, and pH .9.0 [22] . In the Songnen grassland, Leymus chinensis is the dominant species; Phragmites australis, Chloris virgata, Kalimeris integrifolia, Carex duriuscula, and Artemisia mongolica are abundance. C 3 grasses represent approximately 90% of the total plant biomass [22, 23] . Mean annual net aboveground primary productivity at the experimental site is 300-400 g m -2 yr -1 with peak leaf area index (LAI) of up to 4 [24, 25] .
Experimental Design
The experiment was carried out in a complete randomized block factorial experimental design with warming and N addition as fixed factors and each factor has two levels. The treatment combinations were un-heated and unfertilized treatment (C); unheated and fertilized treatment (N); heated and unfertilized treatment (W); and both heated and fertilized treatment (WN). Each treatment combination had 6 replications. The twelve subplots (each had an area of 3 m 6 4 m) were arranged in three rows with 3 m distance between adjacent rows and 1.5 m distance between adjacent plots within each row. Warming treatment was randomly assigned to 6 of the 12 subplots; the other 6 subplots were treated as control. For each of the warming and control subplots, half of the area was treated with N addition. The airborne N deposition was estimated to be as high as 80-90 g?m
22
?yr 21 and much higher N deposition is expected in the future owing to increasing anthropogenic activities and land-use change [26, 27] . For the studied temperate grassland ecosystem, the atmospheric N deposition rate was up to 2.7 g?m
?yr 21 during the past ten years; however the saturation rate of N deposition was approximately 10.0 g?m
?yr 21 [27, 28] 
Leaf Area Index
Leaf area index (LAI) was measured monthly with a plant canopy analyzer (LAI-2000 Plant Canopy Analyzer, Li-Cor, Lincoln, NE, USA).
Measurements of Ecosystem Gas Exchange
Ecosystem gas exchange was measured once a month over the growing seasons (from May to October) from 2006 to 2009. Measurements were performed under cloud-free conditions from 9 a.m. to 1 p.m. To avoid potential effects of temporal variation in CO 2 exchange between ecosystem and the atmosphere during the 4-hour measuring period, we measured the 6 treatment combinations sequentially. In May 2006, a square aluminum frames (0.5 m 6 0.5 m) were inserted into the soil to a depth of approximately 3 cm on each plot with a distance of 30 cm to the plot's border. Care was taken to minimize soil disturbance during installation. Frames provided a plane base for the mounting of the mobile canopy chamber (0.5 m 6 0.5 m 6 0.9 m, Polymethyl Methacrylate).
Ecosystem gas exchange (CO 2 and water fluxes) was measured with a closed-flow infrared gas analyzer (LI-6400, Li-Cor, Lincoln, NE, USA) attached to the transparent canopy chamber. During measurements, the chamber was sealed to the soil surface by attaching it to the permanently fixed aluminum base in each plot. Four small fans ran continuously to mix the air inside the chamber during the measurement period. Nine consecutive recordings of CO 2 concentrations were taken at 10-s intervals during a 90-s period after steady-state conditions were achieved within the chamber (approximately 30 seconds after the placement of chamber). Net ecosystem CO 2 exchange (NEE) was determined from the time-courses of chamber CO 2 concentration change. We followed the approach of Steduto et al. [29] for the conversion from concentration change to flux per unit soil surface area. The NEE data are presented in the notation commonly used by the terrestrial sciences community whereby positive values represent net fluxes from the atmosphere to the ecosystem (carbon uptake) and negative values represent from the terrestrial ecosystem to the atmosphere (carbon release). Details on these static-chamber flux calculations can be found in the soil-flux calculation procedure on Page 6-2 in the LI-6400 manual (Li-Cor Inc., 2004) . Following the NEE measurements, the chamber was vented, replaced on the aluminum frame, and covered with an opaque cloth to measure ecosystem respiration (ER). The ER values were obtained by monitoring steadily increasing in chamber CO 2 concentration (usually after 1 min). Gross ecosystem productivity (GEP) was calculated as the difference between NEE and ER.
Leaf Gas-exchange Measurements
Leaf net photosynthetic rate and stomatal conductance in L. chinensis and P. australis were measured with a Li-6400 gas analyzer (Li-Cor, Lincoln, NE, USA) between 9-11 a.m. on a monthly basis during 2006-2009. The upper most fully expanded leaves were used for leaf gas exchange measurements. Gas exchange parameters were recorded at light intensities of 1400-1600 mmol m -2 s -1 after readings stabilized (approximately 5 min). In order to compare chamber measurements of GEP with leaf gas exchange data, results from the June measurements are reported in this study.
Statistical Analysis
Seasonal mean values used in this study were calculated from the monthly mean values, which were first averaged from all used to adjust for multiple comparisons. Regression with correction for autocorrelation and stepwise multiple linear analyses were used to examine the relationships of ecosystem C fluxes with soil moisture, and leaf area index. All statistical analyses were conducted with SAS software (SAS Institute Inc., Cary, NC, USA).
Results
Soil Microclimate
For the four experimental years, annual mean air temperatures were higher and annual precipitation amounts were lower compared to 30-year (1980-2010) averages of 6.4uC and 471 mm (Fig. 1A, B) . The manipulated warming significantly elevated soil temperature (P = 0.045). Throughout the whole experimental period, mean soil temperature at 10-cm depth in the heated plots was 2.34uC higher compared to that of the control plots. However, the warming effects were less pronounced in the N addition plots, with only 1.31uC increase in 10-cm soil temperature.
Seasonal Variation in Ecosystem C Fluxes
Temporal dynamics of net ecosystem CO 2 exchange (NEE), ecosystem respiration (ER), and gross ecosystem productivity (GEP) during the vegetation growth period followed the seasonal patterns of air temperature in the four experimental years with higher values of CO 2 exchange being observed in summer and lower values in both spring and autumn. Comparing the seasonal dynamics of NEE of the four years, peak values were found in July of 2006 and 2009, whereas no such clear peaks were observed in the other two years. ER and GEP were always highest in July ( Fig. 1 and 2) . 
Warming Effects on Ecosystem C Fluxes
Pooling the data from the four experimental years together, we observed that warming had significant effects on NEE and ER, but not on GEP ( Table 1) . As indicated by the significant interaction between years and treatment factors (Table 1 ; P = 0.0143), warming effects on growing season NEE were not consistent over the 4 experimental years (Table 2) . On unfertilized plots, warming decreased NEE in three of the four experimental years, but not in 2009 ( Fig. 2A and 3 ; Table 2 ). Average growing season ER and GEP were interactively affected by warming and year (ER, P = 0.0133; GEP, P = 0.0002; Fig. 2C and 3 ; Table 2 ).
No effects of warming on L. chinensis relative coverage were observed in years of either 2006 or 2007 (Table 3) . Warming marginally reduced L. chinensis relative coverage in years of 2008 and 2009 (11.25%, P = 0.053; 6.25%, P = 0.069; Table 3 ). (Table 3 ).
Nitrogen Effects on Ecosystem C Fluxes
Interactive Effects of Warming and N Addition on Ecosystem C Fluxes
No interactive effects of warming plus N addition on NEE, ER, and GEP were detected when we pooled the data from the four experimental years together (Table 1 ). In 2006, warming plus N addition significantly increased ER, and warming plus N addition significantly increased GEP in 2009 (Table 2) .
Leaf-level Gas Exchange
For L. chinensis, the significant warming effects on leaf photosynthetic rate (P n ) were observed in 2006, but there were no significant effects in 2007, 2008 and 2009 (Table 3 ). In contrast, significant N addition stimulation on stomatal conductance (G s ) of L. chinensis was detected only in 2009 (Table 3 ). The P n of P. (Table 3 ). In contrast, N addition significantly decreased G s of P. australis in 2008, but increased G s of P. australis in 2009 (Table 3) . There were no significant relationship between NEE and soil temperature (data not shown); whereas variation in NEE during the growing seasons was strongly correlated with difference in the monthly mean values of SWC across the treatments ( Fig. 4; Table 4 ).
Relationships between C Fluxes, Leaf Area Index and Soil Water Content
We observed strong positive correlations between GEP and LAI during May and June from 2006 to 2009 for the four treatments ( Fig. 3 and 5 ; Table 4 ). The slopes of these linear regression functions were of similar magnitude among all treatments, ranging from 7.1 to 9.9 mmol CO 2 (m Leaf ) 22 s
21
. Measurements were performed on the upper most fully expanded leaves from 9.00 to 11.00 a.m. Different letters indicate significant differences (P,0.05) among treatments with capital and small letters indicating differences between N and warming treatments, respectively. C = control; W = warming; N = N addition; WN = combined warming and N addition. doi:10.1371/journal.pone.0045205.t003 
Discussion
Effects of Warming on Ecosystem C Fluxes
Warming can increase NEE by increasing GEP relative to ER. This, by definition, should be expected in temperature-limited environments and/or growth phases. Conversely, warming could decrease NEE if it caused a greater increase in ER than GEP. Warming induced reduction in NEE occurs when air temperature is beyond the ecosystem's optimum temperature for carbon assimilation and/or ER responds more strongly to temperature increase than GEP. Moreover, warming could indirectively influence NEE through altering community composition [30, 31] , and the availability of both water and nutrients [5, 8, 32] . Previous studies suggest that steppe is subject to a highly variable control of NEE by temperature (during the transition from winter to spring and during the carbon and nitrogen re-allocation phase at the end of the growing season), water (with transient or permanent water deficits most strongly impacting on carbon gain during the main growth period, May to August), and a co-limitation of productivity by N availability in wet years [19, 33, 34] .
In this experiment on the Songnen grassland, which is subject to intensive land-use change [35] , warming significantly decreased NEE and increased ER, but had no apparent effects on GEP (Table 1) when we pooled 4 years data. The effects of warming on ecosystem carbon fluxes were not consistent through the experimental period (Fig. 3 and Table 2 ). For instance, in 2008 the negative effects of warming on NEE could be explained by a warming-induced increase of ER with GEP remaining unaffected; whereas in 2009, warming increased NEE due to a proportionally greater increase of GEP than ER. Interpretation of these results is further complicated by interactions between warming and N addition with partially opposite effects of warming on fertilized and un-fertilized plots. In the studies of Niu et al. [10] and Wan et al. [36] negative warming effects on NEE were predominantly of indirect nature, as changes in NEE were largely attributed to lower soil moisture. Directly supporting this finding, variation in NEE in the four experimental years coincided with changes in average monthly SWC (Fig. 4) . Low SWC constrained plant growth and ecosystem productivity particularly during early spring (May). The observed reduction of CO 2 fluxes on the same grassland in 2007 by Dong et al. [37] was also related to early spring drought; these findings together illustrate that warming alters ecosystem carbon fluxes through affecting water availability, which is one the primary drivers of carbon fluxes in this semi-arid grassland.
In the two of the 4 experimental years, we observed significant enhancement in ER in warming plots ( Fig. 2 and 3 ; Table 2 ). This finding is contrary to findings of Niu et al. [10] and Xia et al. [38] who found no or only slight effects of warming on ER. Similarly, our results don't support the finding of Xia et al. [38] that GEP was more sensitive to inter-annual climatic variation than ER. This finding implies that both carbon fluxes in our study were functionally closely linked and that both exhibited apparently similar sensitivity to intra-and inter-annual variation in climatic conditions. The results of this study, along with those performed in other biomes [39] , suggest ER apparently is not independent of the carbon gain and functionality of grassland in general.
Response of C Fluxes to N Addition
Our study focused on the analysis of interactive effects of N fertilizer application and warming on the carbon budget of the Songnen grassland during the vegetation growth periods. N addition stimulated NEE in three of the four years ( Fig. 2A ; Table 1 ), largely due to N-induced increases in GEP. N stimulation of ecosystem C fluxes in the studied grassland is in accordance with positive N responses of grassland productivity in other ecosystems [38, [40] [41] [42] .
N stimulation of ecosystem NEE could have resulted from higher canopy photosynthesis rates. However, the slope of the linear regression between GEP and LAI indicates that there were no significant differences in canopy photosynthesis rates among the four treatments (Fig. 5) . Leaf net assimilation rates were, as well, not affected by treatments (Table 3 ). The overall higher biomass accumulation and NEE in N addition plots were reflected in an increases in ER (Fig. 3) . Enhanced aboveground activity apparently resulted in stimulation of belowground C input, and subsequent root and microbial activities. It remains unknown to what extent the long-term application of N would affect the turnover of soil organic matter and the C sink size in the studied grassland.
Although there were no significant interactive effects of warming and N addition on ecosystem C-exchange over the experimental period (Table 1) , the observed greater rates of NEE, ER and GEP in the WN plots, relative to the W plots ( Fig. 5B and C), suggests that warming produces, to some extent, positive effects on ecosystem C-exchange when combined with N addition. We therefore speculate that, given enough time, there may be a significant interactive effects between warming and N addition on ecosystem carbon fluxes because of potential impacts of warming plus N addition on the dynamics of litter and soil organic C.
Conclusions
NEE in the Songnen grassland in Northeast China was significantly affected by warming and N addition treatments, however there were no interactive effects between warming and N addition. The observed inter-annual variation in the effects of warming and N addition treatments suggests that water availability is a key driver of ecosystem carbon fluxes in the studied grassland. Contrary to common expectations of stimulated ecosystem Cfluxes in warming plots, we found reductions in all the measured C-fluxes on the Songnen grassland in northeastern China. The observed decrease in ecosystem C-fluxes could be attributed to offsetting of the direct and positive effects of elevated temperature by the indirect and negative effects via exacerbating water stress. These results highlight the uniqueness of the grassland in the semiarid and salinate region of northeastern China in response to the enhanced temperature and nutrition levels. Increased N not only enhanced ecosystem C-fluxes, but also ameliorated the negative C balance caused by experimental warming on ecosystem C-fluxes. Figure S1 Seasonal development of leaf area index (LAI, mean 6 SE) of the four treatments during the vegetation growth period (May to October). C = control, W = warming, N = N addition, WN = combined warming and N addition. (TIF)
Supporting Information
